The Delta method is a method for deriving an approximate probability distribution for a function of an asymptotically normal statistical estimator from knowledge of the limiting variance of that estimator. If 
Generally, statistical literature and practical applications are interested mainly of the first order Taylor expansion and in a lesser extent in the second order expansion.
A second order expansion of ()
where the reminder
Variance estimator and inference for the mediated effect 
The second order term is often omitted with the implicit assumption that is small compared with the first order term [3] . 
On attractive feature of the Delta-method is that it can be extended to multiple mediators or multiple mediating pathways
The DNA copy number aberrations-mRNA-protein-survival pathway The information stored in the DNA is transcribed to mRNA which in turn is translated to proteins. As a result it would be desired to consider this full pathway however due to technical limitations protein data are rarely available for the researchers. In agreement with the methodology previously described we assume that we modeled the effect of DNA copy number aberrations, mRNA and protein levels on the hazard as This CDF function can be estimated by
where  and  are the probability and cumulative distribution functions of the standard normal distribution. This is readily implemented in the R package 'RMediation' and it is easy to obtain p-values, confidence intervals or other statistics of interest [5] .
Implementation in R of the Delta-method based inference
The implementation of above detailed estimation procedures is straightforward in R, a versatile programming language. R and its packages contain all the algorithms needed and a simple function written by the first author allows an easy and fast estimation procedure. The user has to make sure that the required packages are preinstalled. Linear regression can be fitted with the function 'lm' from the base package 'stats', which is included in the base installation of R. Aalen Additive model can be fitted with the function 'aalen' from the package 'timereg' which needs to be installed by the user. All the parameters needed for estimating the mediation and total effect and their variances can be extracted from the outputs of the two mentioned function. Supplementary figure 1. Manhattan plots for the P-values of (i) slope of the least-squares regression analysis between CDNA-mRNA relationship; (ii) for the significance of the effect of CDNA on survival mediated by mRNA levels; (iii) the effect of mRNA on survival from a prognostic model with CDNA and mRNA levels as predictors and (iv) the effect of CDNA on survival from a prognostic model with CDNA and mRNA levels as predictors.
